Combined gas chromatography-mass spectrometry (GC-MS) has been used for steroid analysis for over 30 years. Conventionally, after extraction from biological matrices, steroids are converted to suitable derivatives for GC-MS analysis in the electron impact (El) mode. Extensive fragmentation under El conditions generally results in only 1-5% of the total ion current residing in the most structure Vol 16
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Fractions (0.5 ml) were collected and radioactivity ( . . . ) was measured. Azso (-) and NaCl concentration (---) were continuously monitored. Fractions indicated as pool 1 and 2 were further purified as described in the text. (6) Fractions containing Clq-R were analysed by 10% (w/v) SDS/PAGE (Laemmli, 1970) and visualized by silver staining (National Diagnostics, Bucks, U.K. kDa consists of two radiolabelled components, one of which does not bind to Mono Q (Fig. 16 , lane 2) and one which elutes at 470 nM-NaC1 (Fig. 16, lanes 3 and 4) . The protein of apparent molecular mass 60 kDa retained on Mono Q was concentrated using a Centricon 30 microconcentrator (Amicon) and purified to homogeneity by highpressure gel filtration on a Zorbax (R) Bioseries GF-250 column (250 mmx9.4 mm diameter; Du Pont). The,pure protein is shown in Fig. (1 b) (lane 5) . The protein of the same apparent molecular mass which did not bind to Mono Q (Fig. la, pool 1; Fig. 16 , lane 2) was dialysed against 10 mM-sodium phosphate/0. 1% (w/v) emulphogene, pH 6.0, and purified to homogeneity on a fast protein liquid chromatography Mono S column ( 5 cm x 0.5 cm diameter; Pharmacia), developed with a 0-1 M linear NaCl gradient. The pure protein of 60 kDa molecular mass eluted at 400 mhi-NaC1.
This study shows that the protein of apparent molecular mass 60 kDa isolated by Sepharose-C l q affinity chromatography, and previously identified as Clq-R, contains two components of almost identical size. Studies of re-binding of the two separated components to Sepharose-C l q show that only the acidic component (which binds to Mono Q) binds directly to Clq. [3,4-'3C2] acetoacetate. A priming dose of 0.3 ml of the solution was injected at the onset of the infusion. Experiments were conducted under halothane anaesthesia ( 1.5%, v/v). Blood samples (0.4 ml) were collected from an external carotid artery at 20 min intervals; 0.2 ml of blood was mixed with 0.3 ml of 1 M-HCIO, and 0.2 ml was added to 10 pl of a solution of heparin. The deproteinized perchloric acid samples were used to measure the concentration of acetoacetate (Lloyd et a/., 1978) and the radioactivity associated with acetoacetate (Bates ef a/., 1968; Battersby et a/., 1985) . Steady-state (constant specific radioactivity) was reached after 80 min of infusion. The acetoacetate turnover rate was calculated by dividing the rate of infusion (d.p.m. min-100 g-I body weight) by the specific radioactivity (d.p.m./ pmol) at steady state.
The enrichment of the plasma [3,4-"C2]acetoacetate was measured by g.c.-m.s. Plasma samples were extracted, the acetoacetate derivatized with N-methyl-N-( t-butyldimethyl- Temperature programming (60-180°C at 1 0"C/min and 15 min isothermal at 180°C) was used. lonization was by electron impact (70 eV) and the ions of m / z 275 and 273 were selectively monitored. The peak area ratios ( m / z 275/273) were calculated and the corresponding molar ratios (MPE) were determined from a standard curve constructed from standard mixtures of natural and "C-labelled acetoacetate ( Fig. 1) . At steady state, acetoacetate turnover (pmol min-' 100 g -l body weight) was calculated by dividing the [3,4-13CC,]acetoacetate infusion rate (pmol min-I 1 0 0 g ' body weight) by the MPE of acetoacetate and subtracting the rate of infusion. Fig. 2 shows a comparison of the radioisotopically and stable-isotopically determined rates of appearance of acetoacetate which were in good agreement. It is probable that the slight discrepancy observed between the two methods is due to the radioisotopic technique, since the specific radioactivity is calculated from independent measurements of radioactivity and concentration of acetoacetate, whereas the measurement of MPE by selective ion monitoring is independent of recovery. The values obtained, which ranged from 1.5 to 12.0 pmol min-' 100 g-I body weight in the fed and fasted states, respectively, are also in good agreement with the literature (Bates et al., 1968 ). Acetoacetate turnover (pmol min-I 100 g -I body weight) (radioactive isotope) 
